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I. GLUTATHIONE DEPLETION ASSAY (GDA) 

A. Objective: To determine the time course depletion of GSH by DEM 
in TA98 cells. 

B. Results : Percent reduction in the GSH level with DEM treatment 
versus a DMSO control treatment over time was as follows: 0 time, 
3% reduction; 1 hr., 42% reduction; and 2 hr., 55% reduction. The 
percent reduction in the GSH level versus the control was not due 
to a decrease in the GSH level with DEM treatment, but was due to 
an increase in the GSH level with DMSO treatment. 

C. Plans : Repeat the experiment and include saline control treat¬ 
ments and toxicity evaluations. 

D. Reference : McCoy, W. R. Notebook No. 8739, pp. 28-30. 


IX. INHIBITION 07 EGT BINDING ASSAY 

A. Objective : To compare two methods of determining nonspecific 
binding. 

B. Results : The standard method is to add one amount of excess cold 
EGF to each dilution used for determining total binding. The 
alternate method was to add cold EGF at a fixed ratio of hot to 
cold. There were only minor differences in nonspecific binding 
between the two methods. Lundon analysis of this data revealed 
only one binding site. 

C. Plans : Begin to develop methods for studying EGF receptor phos¬ 
phorylation . 

D. Reference : Patskan, G. Notebook No. 8751, p. 142. 


ill. T9 3T3 CTOS 

A. Objective : To examine PDBu binding with treatment at the time of 
binding. 

B. Results : CSC tested at time of binding has shown inconclusive 
results. There appears to be some inhibition of binding by the 
CSC solvent, DMSO. 

C. Plans : To try acetone as a solvent for CSC and to compare 2R1 to 
X6D5RN. 
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D. Bafagngft ; Vaughan, B. Notebook No. 8747, p. 151. 


zv. m cpTtw SPtciric wnocxpQii^l antibody 

*• QklgCti^q: To obtain a monoclonal antibody (MCA) againat nicotine 
(NIC-MCA) . 

B - &>igIfcft : A reaction was carried out to conjugate succinylated 
hydroxyethylnicotine (SHN) and polylysine (PL) for use as an 
antigen for screening nicotine-specific MCAs. Spectrophotometric 
analysis of the reaction indicated that the SHN did not covalently 
attach to the PL. Analysis of the reaction pH, concentration of 
precursors, and the reaction temperature indicated that they were 
as specified in the reaction protocol. Since the reaction is 
dependent upon the stability of the 1-ethyl-3(3- 
dimethylaminoproply) carbodiimide (ED AC), a second source of ED AC 
was obtained and a second reaction performed. The reaction 
products are currently being analyzed. 

C. Plana: Complete the synthesis and characterization of PL-SHN 
reactions. Continue screening hybridoma clones. 

D. Reference : Davies, B. D. Notebook No. 8638, p. 150. 


v - *g?RPACHgg TOWARD PUTRISCINg HBTHYLTRANSFE RASE (PUT) TgQTAyrnw 

Objective: Provide additional experimental approaches to assist 
in the effort to isolate PMT. 

B. Results : An experiment was carried out to examine the saturation 
levels of the photostimulated covalent attachment (PAL) of 3H-SAM 
to PMT. Specific SAM-PAL labelling appeared to saturate. For the 
particular PMT preparation used, the maximum labelling saturated 
at -0.16 pmol SAM/pg of protein. 

C. Plans : Repeat and expand additional studies to examine the speci¬ 
ficity of PAL labelling. Label a large batch of PMT using an 
optimal concentration of 3H-SAM and analyze the labelling using 
both one and two dimensional SDS-PAGE analysis. 

*>• Reference : Davies, B, D. Notebook No. 8638, p. 170. 
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